3 chromatography on silica gel (1  35 cm) eluting with an increasing gradient of CH 2 Cl 2 (0100% in steps of 10%, 50 mL each) in n-hexane, the sesquiterpenes 3 (n-hexaneCH 2 Cl 2 6:4, 43 mg) and 4 (n-hexaneCH 2 Cl 2 1:1, 26 mg) were isolated.
Extract B was concentrated to give a green residue (4.54 g), which was partitioned with H 2 O and CH 2 Cl 2 . The resulting CH 2 Cl 2 fraction (1.76 g) was submitted to column chromatography on silica gel 60 (2  30 cm; Merck), eluting with an increasing gradient of AcOEt (0100% in steps of 10%, 120 mL) in n-hexane, and separated into 9 fractions on the basis of TLC analysis (AI). From fraction D (n-hexaneAcOEt 8:2), after column chromatography on silica gel (1.5  30 cm) eluting with an increasing gradient of CH 2 Cl 2 (0100%, in steps of 10%, 60 mL) in n-hexane, the sesquiterpene 5 (14 mg) was isolated. From fraction E, the sesquiterpene 4 (390 mg) was identified. used to confirm these fragments and to establish the connectivity between them. The correlation of H3-11 and H3-12 to the opposite carbons C-12 and C-13 and the correlation of both to C-6, C-10, and C-11 permitted placement of the gem-dimethyl group at C-11.
Correlation of H-14 with C6, C-7, and C-8 established ring A. These data and the HMBC from H-1 to C-7 indicated the presence of a chamigrene structure. HMBCs of H3-15 with C- and 1% Hybri-Max dimethyl sulfoxide (DMSO; Sigma). After 72 h at 27 C, the fluorescence intensity of the cultures was measured using a plate-reader fluorometer (Fluoroskan) set at 435 nm excitation/538 nm emission. All cultures were performed in triplicate, and the results were expressed as percentage inhibition in relation to controls cultured in medium alone.
Anti-amastigote activity:
For anti-amastigote activity, mouse peritoneal macrophages were harvested from the peritoneal cavities of BALB/c mice in ice-cold DMEM medium (Sigma).
The cells were plated at 2  10 6 /mL (0.4 mL/well) in Lab-Tek 8-chamber slides (Nunc) and incubated at 37 C under an atmosphere of 4% CO 2 for 1 h. Non-adherent cells were removed by washing with prewarmed phosphate-buffered saline (PBS). Adherent macrophages were infected with L. amazonensis promastigotes (stationary growth phase) at a 5:1 parasite/macrophage ratio and incubated for 1 h at 35 C, 5% CO 2 . The cell monolayers were washed three times with prewarmed PBS to remove free parasites, and 0.4 mL of the test compounds' complete medium at different concentrations was added in duplicate for a further 72 h. The cultures were then fixed with absolute methanol and stained with Giemsa. The numbers of intracellular amastigotes were determined by counting at least 100 macrophages per sample, and the results were expressed as the 50% effective dose (ED 50 ), which was determined by logarithm regression analysis. The reference drug used was the trivalent antimonial potassium antimony(III) tartrate hydrate (99.0% purity; SigmaAldrich).
Nitric oxide production
After 72 h of treatment, NO production by the infected macrophages was measured by assessing the level of nitrite in the culture supernatants. Briefly, 100 mL of fresh Griess reagent [1% sulfanilamide p-aminobenzene sulfonamide, 5% H 3 PO 4 , 0.1% n-(1-naphthyl)ethylenediamine dihydrochloride; Sigma] was added to equal volumes of culture supernatants. After 10 min of incubation at room temperature, the optical density at 570 nm was measured. Macrophages stimulated with IFN- (10 mg/mL, 98.0 % purity; SigmaAldrich) were used as positive control. The nitrite concentration was determined by using NaNO 2 diluted in DMEM as the standard and DMEM plus Griess reagent alone as the blank.
Cytotoxicity against mammalian cells
For cytotoxicity against mammalian cells, single-cell suspensions of cervical lymph nodes of BALB/c mice were freshly prepared in DMEM supplemented with 40 g/mL gentamicin sulfate (ScheringPlough), 25 mM HEPES (Sigma), 4.7 g/mL sodium bicarbonate, and 5 mM/L -mercaptoethanol and cultured for 72 h at 37 C with varying concentrations of the test compounds. The release of the cytoplasmic enzyme lactate dehydrogenase (LDH) into the culture medium was measured using an assay kit (Doles Reagentes). Maximum and minimum 7 release values were cells cultured with 2% Triton X-100 or 1% DMSO, respectively. The IC 50 values were calculated by linear regression analysis. To test for cytotoxicity to macrophages, the supernatants of the infected macrophages treated as above for anti-amastigote activity were assayed as described for lymph node cells {Authors: please verify changes}.
Statistical analysis
Data were analyzed by Student's t-test when two groups were compared and by one-way ANOVA for more than two groups, followed by Tukey's multiple comparisons post-test, using the GraphPad Program. P values of less than 0.05 were considered significant. Table 1S 13 C-NMR (CDCl 3 , 75.5 MHz) and 
Fig. 1S
1 H-NMR (300 MHz, CDCl 3 ) spectrum for compound 1.
Fig. 2S
13 C-NMR (50 MHz, CDCl 3 ) spectrum for compound 1. 
